. CASP2 levels are not regulated by autophagy. (A) WT MEFs were treated with early-and late-stage autophagy inhibitors as well as in the presence of 500 nM rapamycin (autophagy inducer) for 24 h. CASP2 levels were determined by performing western blotting.
The effect of the inhibitors was validated by determining the levels of LC3 to detect autophagy.
Shown are the representative western blots; the experiment was repeated 3 times. (B)
Immunocytochemistry was performed to identify localization of CASP2 (green) with LC3 (red).
Pearson Coefficient (Rr) was determined using ImageJ and values are presented as ±SEM that indicated lack of colocalization between CASP2 and LC3. At least 20 to 25 cells were analyzed and the experiment was performed in triplicate. (for 6 h). Protein lysates were prepared and western blotting was performed to determine LC3 levels (LC3-I and LC3-II). The same blots were probed for GAPDH that served as loading control. Shown is a representative blot. Each experiment was repeated at least 3 times. MEFs were incubated with Pifithrin  for 24 h in the presence or absence of PepA and EST (for 6 h). Samples were prepared and autophagy was detected by LC3-I to LC3-II conversion.
GAPDH was used as a loading control. The experiment was repeated at least 3 times.
